The objective of this study was to obtain the optimal fecal pool method for the screening of Mycobacterium avium subspecies paratuberculosis (Map) infection with quantitative real-time PCR (qPCR). Initially, the effect of pooling on the recovery rate of Map DNA was evaluated using a fecal sample from experimentally Map-infected cattle. Map DNA concentrations extracted and purified from pooled fecal samples were increased in proportion to the volume of feces, and almost all Map DNA was recovered without any PCR inhibitory effect by increasing fecal volume. In the qPCR test at a pooling rate of 1 infected plus 2 to 5 uninfected cattle, all pooled samples were qPCR positive, and the calculated Map DNA concentrations of 0.0022 to 0.0024 pg/PCR from pooled samples were almost the same as that of one infected cattle up to 5pool (1 infected plus 4 uninfected cattle). These results suggest that the sensitivity of qPCR is not affected by fecal sample pooling up to 5pool. This pooling and centrifugation method seems likely to be useful for herd screening and improving the sensitivity of the Map qPCR test.
